This review focuses on the radiosensitization strategies that use high-Z nanoparticles. It does not establish an exhaustive list of the works in this field but rather propose constructive criticisms pointing out critical factors that could improve the nano-radiation therapy. Whereas most reviews show the chemists and/or biologists points of view, the present analysis is also seen through the prism of the medical physicist. In particular, we described and evaluated the influence of X-rays energy spectra using a numerical analysis. We observed a lack of standardization in preclinical studies that could partially explain the low number of translation to clinical applications for this innovative therapeutic strategy. Pointing out the critical parameters of high-Z nanoparticles radiosensitization, this review is expected to contribute to a larger preclinical and clinical development.
Introduction
Nanomedicine is based on drug delivery using organic nanomaterials as nanocarriers [1] . Inorganic-based nanomaterials are mostly developed for other health care applications such as in vitro diagnosis and in vivo imaging. For example, magnetic nanoparticles (NP) are used for cell sorting applications in clinical diagnosis or magnetic resonance imaging (MRI) [2] . More recently, nanomaterials have been developed to play a pivotal therapeutic role by their own. A prominent illustrative example is NPs-based magnetic hyperthermia being developed for the treatment of cancer by the startup Magforce. In this treatment, aminosilane-coated magnetic NPs are injected into the tumor and subsequently heated with a newly developed magnetic field applicator in order to induce apoptotic cell death [3] .
Over the last decades, many research programs dealt with in vitro and in vivo applications of NPs in radiation therapy. Given that radiation therapy is not a selective antitumor treatment, the main challenge for radiation oncologists, medical physicists and radiobiologists is to increase its therapeutic efficacy without increasing damages dealt to the surrounding healthy tissues. Hence, the goal of combining NPs
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Different mechanisms of interaction between X-rays and NPs are expected according to NPs chemical nature. We could distinguish between (i) high atomic number Z, NPs that enhance the photoelectric and Compton effects (and thus the subsequent emissions of secondary electrons) to increase conventional radiation therapy efficacy; (ii) X-ray triggered drug-releasing NPs that, for instance, uses drug-loaded NP [4] . Under irradiation, the NP capsule is destroyed and the drug is released inside the targeted tissues. (iii) Self-lighting photodynamic NPs that are usually made of a lanthanide-doped high-Z core [5] . Once irradiated by X-rays, the scintillator core emits a visible light and activates a photosensitizer that generates singlet oxygen ( 1 O 2 ) for tumor destruction. These NPs combine both photodynamic therapy (PDT) that generates reactive oxygen species (ROS) and enhanced radiation therapy (high-Z core).
The present review focuses on the radiosensitization strategies that use high-Z NPs. In this context, these NPs can intensify the production of secondary electrons and ROS that in turn enhance radiation therapy effects. The most studied NPs are gold-based NPs (GNPs) that were widely described in particular by Hainfeld et al. [6] . Recent studies have also reported the use of lanthanide-based NPs, titanium oxide nanotubes or cadmium selenide quantum dots [7] [8] [9] [10] . For example, gadolinium-based NPs, besides their high-Z, offer an innovative approach due to their capacity to act as powerful contrast agents in MRI [11] . Interestingly, some authors used silver-based NPs to take advantage of its excellent surface enhanced Raman scattering and broad-spectrum antimicrobial activities [12] .
There are only few NPs available on the market which is probably a consequence of the difficulties to create large-scale production with adapted characterizations and the high-cost of the whole process. In a recent review, Coulter et al. [13] highlight the gap between the wealth of preclinical data supporting high-Z NPs as effective radiosensitizers and the low number of clinical studies (indeed only one phase I clinical trial) and regret the lack of rigorous and systematic methodologies to evaluate NPs efficacy. In agreement with this observation, we focused on the critical parameters that could influence the radiosensitizing power of nanoparticles and methods used to assess the radiosensitizing properties of high-Z nanoparticles in silico, in vitro and in vivo.
The aim of this review is not to establish for the first time an exhaustive list of the works in this field but rather propose constructive criticisms pointing out critical factors that could improve the nano-radiation therapy strategies. While most reviews show the chemists and/or biologists points of view, the present analysis is also seen through the prism of the medical physicist.
We have studied 64 papers that mentioned the words radiation therapy (or radiotherapy) and nanoparticles during the period late 2008 -2014. In our meta-analysis, we have distinguished on one side, the factors unrelated to nanoparticle, and on the other, parameters depending on the nanoparticle design. Notably, we have carried out a numerical analysis to assess the influence of the irradiation source by measuring the dose modifying factor on survival curves for in vitro studies which used clinical X-rays only (no isotopes, ions, synchrotron or electron beams). Furthermore, this paper describes the multi-scale impact of nanoparticle design, as it could determine the interaction probability with ionizing radiations (we considered X-rays only), the capacity to generate ROS and the cellular localization or tissue distribution of NPs.
How to measure the nanoparticles-mediated improvement?
In this part, following the description of recommended methods to measure in vitro radiation therapy efficacy, we will detail three approaches to assess the enhancement of radiation therapy efficacy by NPs: (i) the determination of the Dose Modifying Factor (DMF) based on survival curves, (ii) the determination of the Nanoparticle-mediated Enhancement Ratio (NER) after a single radiation dose and (iii) the variation of the ROS production upon irradiation.
When possible, the DMF should be chosen over the NER which can be seen as a "special case" of the DMF where only one irradiation dose had been applied. The measurement of the ROS production can be done alone or in addition to the DMF/NER evaluation in order to find which lethal effects are prevailing.
In vitro assessment of radiation therapy effect
In radiation therapy, clinically relevant dose of radiation generate DNA damage that could lead to early cell death but rather result in cell death after one or more cell divisions. Hence, a cell is "radiobiologically dead" only if its reproductive integrity is lost. In vitro, the gold standard to evaluate the cytotoxicity of ionizing radiations is the clonogenic assay (also called CFU assay for Colony Forming Unit) as it tests every cell in the population for its ability to undergo unlimited division, thus taking into account the "cell reproductive death" [14] . Results of clonogenic assay are generally plotted as "survival curves" which represent the fraction of surviving cells as a function of the dose (typically 0 to 10 Gy). The linear-quadratic (LQ) model is the most common representation used to fit the experimental curves and to describe cell survival. For a single fraction at a dose D [Gy], the fraction of surviving cells S is described by the LQ model as:
where α and β are two model parameters. The LQ model also allows the estimation of the SF2 parameter that describes the survival fraction at 2 Gy, i.e. a dose fractionation widely used in clinical practice for curative treatments. Even though the LQ model is widely used in radiation therapy studies, it is also still controversial [15] . Moreover, it was not proven that the LQ model could describe dose-effect relations in the presence of NPs and it should therefore be used with care.
Measurement of the DMF on survival curves
To evaluate the efficacy increase in classical radiation biology, it is customary to use the Relative Biological Effectiveness (RBE) which is defined as the ratio of a dose of standard radiation (e.g. photons) to a dose of any other type of ionizing particles (i.e. protons, neutron, etc) to produce the same biological effect [16] . The RBE is clinically relevant as it could allow clinicians to adapt the delivered doses according to the performances of the new therapeutic system or strategy, in comparison to conventional treatments. For example, medical physicists and radiation oncologists would have to deliver 30 Gy with NPs instead of delivering 60 Gy, if the therapeutic strategy "X-rays with NPs" was characterized by a RBE of 2. The concept of RBE has already been discussed by the International Commission on Radiological Protection (ICRP) [17] and the International Commission on Radiation Units & Measurement (ICRU) [18] .
The RBE is very close to the concept of DMF that applies to radiosensitizers or radioprotectors and should be useful and relevant with NPs. As defined by the International Atomic Energy Agency (AIEA) [19] , the DMF is:
Typically, in vitro experiments yielding to survival curves and LQ model parameters are suitable and useful to determine the DMF.
For example using the results of Jain et al. [20] who irradiated MDA-MB-231 cells with a 6 MV accelerator, we measured a SF2 of 72.3%. Then we observed that the dose in presence of 1.9 nm GNPs, which lead to a survival fraction of 72.3%, is 1.39 Gy. Therefore the DMF calculated from this particular set of results is equal to 0.695. As the DMF is inferior to 1, the GNPs used by Jain et al. have an in vitro radiosensitizing power at 6 MV regarding MDA-MB-231 breast cancer cells.
Measurement of the NER (mono-dose)
Even though the DMF is a relevant parameter for clinical practice, it is not systematically available in preclinical studies that evaluate and compare the radiosensitizing properties of specific NPs. Indeed, the DMF determination implies to test different doses of radiations and this approach is not always feasible, in particular in in vivo studies. Some authors have just compared biological effects induced by X-ray therapy in presence or absence of NPs for a single radiation dose. In these cases, only the "NP-mediated" Enhancement Ratio (NER, by similarity to the well-known oxygen enhancement ratio) is available [21] .
As an illustration, Xiao et al. [22] , evaluated the viability of Hela cells after an exposition to multifunctional core/satellite nanotheranostics followed by an irradiation of 6 Gy. We measured that the cell viability without nanotheranostics after a 6 Gy irradiation was 88%. The viability for 600 µg/mL of nanotheranostics after a 6 Gy irradiation was 69%. Therefore the NER for this result is 0.784.
Measurement of ROS
Although the role of ROS in the treatment of cancer is controversial, the evaluation of their production could bring new information concerning the radiosensitizing effect of the studied NPs.
Because of the high sensitivity and the simplicity in data collection, some authors [23] [24] [25] have chosen to assess the radiosensitizing power of NPs by measuring variations in the production of ROS upon irradiation. To assess that, authors have conducted experiments in solution (water or other solvent) or in vitro using chemical probes that fluoresce in presence of ROS. Fluorescence was commonly monitored using fluorescence spectroscopy or microscopic imaging techniques due to their high spatial resolution.
For example, Takahashi et al. proved the improvement of ROS generation of their CdSe NPs under irradiation using hydroethidine-dihydroethidium (DHE) which is a reagent that is converted to ethidium on reaction with ROS such as O2 -. and OH . . Generation of ROS was observed as a function of X-rays doses in aqueous solution, and its amount depended on the concentration of NPs [9] . More recently, Townley et al. evaluated the formation of ROS by their titanium NPs after irradiation in water using coumarin that reacts with ROS to generate highly fluorescent 7-hydroxycoumarin. In the absence of NPs they observed no fluorescence. In the presence of NPs, bright fluorescence indicated ROS production [26] . Few authors described results that followed the same tendency [13, [27] [28] [29] .
According [24] . Similarly, Gara et al. [25] Among the 64 papers we analyzed, 7 papers are dealing with the in vitro evaluation of ROS. They all used the cell-permeable fluorogenic probe DCFH-DA, commonly known as dichlorodihydrofluorescin, supplied as the diacetate ester. It is used as an indicator of ROS. Following enzymatic or base-catalyzed cleavage of the diacetate groups, it is readily oxidized to the highly fluorescent product dichlorofluorescein (DCF).
Parameters not depending on nanoparticles design
The present paragraph focuses on nanoparticle-independent parameters that can significantly alter the radiosensitizing power of NPs, i.e.: (i) the biological evaluation methodologies, (ii) the energy of the incident photon beam and (iii) the irradiation setup.
Biological evaluation methodology
Consistently with classical experimental methods in radiobiology, lot of authors performed clonogenic assays to compare the cytotoxicity of radiations with or without NPs [9, [30] [31] [32] [33] Most of studies focused on results obtained after 2 Gy-irradiation as this dose is consistent with radiotherapy clinical fractionation [31, 32, 34] . To evaluate the radiosensitizing effect of NP, other biological tests such as viable cell count using Trypan blue, metabolic assays, apoptosis detection, or γH2AX foci detection were also reported, alone and instead of clonogenic assays, or in addition and in comparison to them. It is noteworthy that in many cases, these biological tests have been conducted before clonogenic assays and applied to NP alone. Metabolic assays used were mainly based on the enzymatic reduction of tetrazolium dye (MTT, MTS, WST-1) but also on the resazurin sodium salt reduction (Alamar blue test) [21] . Except in Liu et al. study, articles concluded to a reduced cell viability rate when irradiation was combined with NP exposure [32] . When comparison was possible, results of metabolic assays and clonogenic assays were concordant [28, 31, 35, 36] . Even though the "time" was not systematically mentioned, it is noteworthy that these metabolic tests could have been performed at different time post-irradiation. According to whether they were made in short-or long-term after irradiation, the results obtained do not reflect the same mechanisms of cell loss. Indeed, Mowat et al. that have measured cell viability 7 days post-irradiation have included the radiation-induced mitotic cell death [37] , while several works only considered the cell death occurring in the first 24h or 48h [31, 35] .
Few authors have also investigated cell apoptosis to compare radiation cytotoxicity with or without NP exposure. Cell apoptosis have been detected by flow cytometry after Annexin-FITC staining [28, 38] or by identifying the sub-G1 population [13, 31] . Authors demonstrated an increase in cell apoptosis when irradiated cells were in contact with NP.
Instead of or in complement with methods to evaluate cell survival, many authors have compared the radiation-induced DNA damage in presence or absence of NP. Experiments were based on the detection of DNA double-strand breaks as they are the most lethal lesions. To do that, differential plasmid DNA migration on agarose gel electrophoresis [39, 40] and comet assays [41] have been reported. More frequently, foci of γH2AX and/or foci of 53BP1 which are well-known as markers of DNA double strand breaks were detected by immunofluorescence techniques. In fine, the interpretation of results remains difficult because of the heterogeneity of protocols used. In some studies, authors have fixed cells rapidly post-irradiation and have thus investigated the number of radiation-induced lesions while in other cases [32, 42] , authors have followed the capacity of cells to repair DNA double strand breaks, assuming that only unrepaired lesions could cause cell death [43] .
In vivo experiments aiming to evaluate the radiosensitizing potential of NPs have been performed using tumor xenografts in immunodeficient rodents and tumor growth or animal survival have been followed [11, 38, [44] [45] [46] . In case of NP with imaging application, orthotopic models, notably intracranial xenografts were preferred as they are more relevant than subcutaneous ones [11, 46] . According to studies, the route of NP administration differed: intratumoral injection reported by Maggiorella et al. or Chattopadhyay et al. allowed to overcome the problems of biodistribution [42, 45] ; by contrast, for intravenous or intraperitoneal administrations [38, 46] it could be necessary to optimize the drug-irradiation interval [11] . Generally, irradiation to treat tumor-bearing animals was delivered as a single dose comprised between 5 and 35 Gy [46, 47] . Only Maggiorella et al. have tested a fractionated schedule (2 x 4 Gy) [45] .
Histological observation and immunohistochemical analysis have been carried out to illustrate treatment-induced cell death. Especially, the TUNEL assay allowing the apoptosis detection has been reported [30, 45] .
The energy of the incidents X-rays (source)
In X-ray external radiation therapy, low energy beams (until 200 kV) have very few applications and are dedicated to skin treatments (< 5 mm in depth, e.g. melanoma, basal cell carcinoma, squamous cell carcinoma, keloid) ( As the impact of the beam energy on the RBE (without NPs) has already been shown [48] , it is then legitimate to ask whether the beam energy would have an impact on the radiosensitizing properties of high-Z-NPs. Cell damages following interactions between X-rays and high-Z NPs mostly result from the photoelectric effect which is prevailing until the photon energy reaches 500 keV (e.g. for Au). As a consequence, one could conclude that the radiosensitizing effect of these NPs should be stronger for low-energy beams. However, radiation therapy beams are poly-energetic, and high-energy spectra have a low-energy component which triggers photoelectric effects. Moreover the medium-and high-energy components should theoretically interact with matter (here in high-Z NPs and biological matter) by Compton effect, therefore releasing lower energy photons. These latter, depending on their energy, trigger in turn either photoelectric or Compton effects. That is why a substantial radiosensitizing effect of high-Z NPs can be expected for high-energy beams.
In order to assess this crucial question, we have carried a numerical analysis only based on in vitro results; corresponding studies have been summarized in Table 1 . Indeed, among the publications that we studied, 18 evaluated the radiosensitizing effect of NPs using an analytical method or a Monte Carlo simulation algorithm (MCNP5, MCNPX, Geant4, PENELOPE or EGSnrc) often comparing kV and MV photons. We did not take them into account because Butterworth et al. [33] have already shown that in vitro experiments did not fit early physical predictions. Even though, we reported these publications in the Table 2 . [7] In vivo X 200 kV Ti 10 [23] In vitro X 120 kV Fe 3-20 [25] In vitro X 4 MV Si 3 [24] In vitro X 100 kV Au 5-250 [27] In vitro X 6 MV Not Applicable 48 [47] In vitro/In vivo X 6 MV Au 28.9-47 [10] In vitro X 6 MV CdSe 25 0.631 [92] In vitro X 150 kV 10 MV Ce 7 [9] In vitro X 100 kV CdSe 10 [51, 61] In vitro X (synchrotron) 30-100 keV Au 1.9 [61] In vitro X 120 kV Au 1 We divided the performed studies using medical X-rays into two categories: the first one corresponds to low and medium energies, i.e. comprised between 1 kV and 1 MV and the other one corresponds to high energies (i.e. 1 to 25 MV). When achievable, we measured the DMF in papers that contain survival curves to quantify the radiosensitizing effect of NPs. The "biological effect" was defined as the SF2 without NPs (Fig. 2) .
A plot of the calculated DMF values versus beam energy is illustrated on figure 3 . Due to the multitude of irradiations settings and environments between experiments, the inter-study comparison of the DMF should be considered with care. Moreover, in some studies, the energy is not the only parameter that varied. Therefore, in order to analyze the source energy parameter only, we have decided to focus on the analysis of papers where the energy was the only variable (Fig. 3) . Rahman et al. [49] reported high dose enhancement (DMF ≤ 0.1) at 80 and 150 kV in the same study. Survival curves were obtained using a colorimetric method. It seems that in the presence of NPs, curves do not follow the LQ model anymore (α → 0 when the concentration increases). The authors concluded that their results gave an indication of some energy dependence because the source was the only parameter that was changed. Brun et al. [40] assessed the effect of 6 combinations energy/filtration. They could not clearly observe an energy dependence but did not directly measure the cell survival. Their conclusions were based on a plot of the dose enhancement factor versus the effective X-ray energy but the enhancement factor was linked to the loss of supercoiled DNA. In another study, Brun et al. [50] evaluated the enhancement of X-ray-induced degradations of human centrin 2 proteins (Hscen2). Centrins are small acidic proteins, highly conserved in eukaryotes, from algae and yeast to humans. They demonstrated that X-ray-induced degradations could not lead to explicit energy dependence. However, one could regret that non-standard biological assays were used in these studies. Recently, Rahman et al. [51] observed the influence of the energy of synchrotron-based mono-energetic photon beams (from 30 to 100 keV) and found out that the optimal energy was 40 keV. However, no correlation was made between the source energy and the in-vitro radiosensitization by NPs. Two papers [20, 52] demonstrated a noteworthy influence of the energy on the radiosensitizing effect of NPs in SK-OV-3 (105 kV, 220 kV, 6 MV) and MDA-MB-231 (160 kV, 6 MV and 15 MV) cell lines. Concerning the results published by Jain et al. we measured, at 160 kV, DMF values of 0.499, 1.180 and 0.776 for MDA-MB-231, DU145 and L132 cell lines respectively. Thus, the cell line parameter seems highly influent. However, for the 6 MV beam, we measured DMFs of 0.695, 0.718 and 0.706 for the 3 cell lines respectively. The DMF measured for MDA-MB-231 after a 15 MV irradiation is 0.695. Surprisingly, at high energies, results do not depend on the cell lines anymore, pointing out that kV irradiations are more subject to additional variations than MV ones.
As results DMF are, to some extent, disparate for low and medium energy X-rays, they are interestingly similar for high energies (6 MV in particular). This may be due to a noteworthy diversity of low-and medium-energy spectra. Indeed the later beams differ widely from one another for the following reasons (not exhaustive list): large number of tube manufacturers, anode materials, filters, etc and this is certainly a major drawback for the comparison of studies. On the contrary, clinical MV spectra are remarkably similar which makes them more suited for comparisons.
Based on in vitro and in vivo studies published during 2008-2014, we found that there are evidences that the energy of the X-rays source has a major influence on the radiosensitizing power of NPs. We notably noticed that 6 MV irradiations resulted in a DMF close to 0.65 with a low variability even for different NPs designs or cell types. For example, applying a DMF of 0.65 to clinical situations means fractions of 2 Gy could be replaced by 1.3 Gy fractions with the same biological effect on tumors that contain NPs. It could be an important benefit for the patient with less side effects and a better treatment tolerance. Working at 6 MV, besides facilitating the comparisons of NPs, would allow easier transitions to clinics where high-energy X-rays are the standards. Nevertheless, as high-energy medical linear accelerators are not easily accessible, a standardization of low-energy irradiation protocols should be proposed to evaluate the radiosensitizing power of NPs in laboratory.
Irradiation setup
The irradiation methodology may drastically influence the studies results and only few authors have detailed this point. The irradiation should be reproducible, repeatable and close to the clinical situations. It is therefore recommended to comply with the following propositions. The absorbed dose should be correctly calculated: cells/tissues/tumor should be at the electronic equilibrium (≈ surrounded by sufficient water equivalent medium). If possible, cells or animal models should be surrounded with water equivalent materials that could bring scattered photons of lower energy (which interacts by photoelectric effect).
The energy held by the scattered photon is related to the energy of the incident photon [53] . Therefore backscattered photons, which carry less energy, are interesting for X-rays-NPs interactions purposes. Then the cells/tissues/tumor should be located in a low dose gradient: after the depth of the maximum dose and inside the beam, off the penumbra region. Sufficient medium should be placed after the cells/tissues/tumor in order to generate enough scattered photons (Compton effect). Finally, cells/tissue/tumor should be at a clinical distance from the source (e.g. 100 cm for a high-energy medical accelerator). Advices from a medical physicist could be of great use. The figure 4 illustrates an example of an irradiation scheme for a 6 MV accelerator treating a cell well plate.
For precise inter-study comparisons, the irradiation methodology should be the same with similar beam energy spectra. That is why high-energy beams (e.g. 6 MV) are well suited for that purpose. 
Influence of nanoparticles design on the radiosensitization
NPs usually have a simple structure composed of a core, a shell and a surface [54] . In the case of radiosensitizing NPs, the core is usually made of high-Z materials such as silver, lanthanides and most extensively of gold, in order to exploit the increased photon absorption. The shell, which is chemically or physically bound to the core, acts as a base on which surface molecules (which sometimes include active agents) are anchored or bound with or without spacers. However, the high Z-elements can also be chelated by ligands present at the surface or inside the nanoparticle. The surface molecules usually consist of site-, tissue-, cell-and/or receptor-specific molecules (targeting units). In the following paragraphs we will review the influence of the NPs design on: (i) interactions between X-rays and NPs, (ii) the ROS generation upon irradiation and (iii) the biodistribution of NPs.
X-rays -nanoparticles interactions
Theoretical principles of X-rays interactions with NP have already been described [33] . X-ray interactions with matter happen mostly at low energy where the photoelectric effect is dominant (Fig. 5) . The photoelectric effect occurs when the incident X-ray photon is absorbed by the atom, resulting in the ejection of an electron. This effect is prevailing until the photon energy reaches a medium energy (e.g. 500 keV for Au) with a cross-section varying with Z 4 or Z 5 depending on the material and is enhanced by an increased absorption by electron shells (K, L, M, etc.) at low energies. As the atom is left in an ionized state, a characteristic X-ray or an Auger-electron emission follows the ejection of a photoelectron. That is why the radiosensitizing NPs are based on high-Z materials. More theoretical proofs can be found in the literature [6, 55] . The Auger effect especially concerns low-Z atoms [56] and therefore would not be a major contributor to the dose deposited in the presence of high-Z NPs. Indeed, it is dominant for Z < 15 but almost equal to 0 for Z > 60 [57] .
For medium-or high-energy beams (always poly-energetic in clinical routine), the low-energy component of the spectrum will interact with matter by photoelectric effect and the medium-and high-energy components are more likely to interact by Compton effect. Compton effect occurs when the incident X-ray ejects an electron and a photon is scattered from the atom. This effect does not depend on the Z of the targets. The scattered photon, depending on its energy, will trigger either photoelectric or Compton effects.
Compton, Photo-or Auger-electrons can induce the emission of secondary electrons (also called delta rays) that are believed to be responsible for the majority of cells damages. One should notice that for very low energies photons, the ejected photoelectron might not carry a sufficient energy to cause subsequent ionizations. Opposite information about the dose deposited by Auger or photo-electrons in the vicinity of the NPs have been published in the litera-ture. McMahon et al. found that the contribution of Auger electrons was dominant [58] and Douglass et al. claimed that the Auger electrons contribution was insignificant [59] even though they were using the same simulation code (Geant4). Some authors described an auto-absorption phenomenon that can be amplified by the size of the NPs and the presence of other high-Z atoms in its vicinity (e.g. a cluster of NPs) [58] . Low-energy secondary species would be the first to be absorbed. Therefore the design of the NPs is of utmost importance concerning the radiation therapy enhancement; high-Z components can increase the number of secondary species because of a Z 5 dependence of the photoelectric effect and bigger NPs or clusters tends to favorite the auto-absorption of low energy electrons. Figure 5 . Interactions of X-rays with NPs result directly or indirectly in the production of secondary species: photons, electrons and later ROS. Secondary photons or electrons are mostly generated either by photoelectric or Compton effect. The photoelectric effect interaction probability varies with Z 4 or Z 5 and dominant until the incident photon energy reaches ≈ 500 keV.
Heavy metal-based NPs have also been suggested as effective tumor-targeting theranostic agents with dual functions: efficient targeted system for tumor imaging and irradiation dose amplifier for radiotherapy under the guidance of computed tomography imaging [60] . Guided by tumor-targeted X-ray computed tomography imaging, their radiosensitizing effect was investigated using a clinical megavoltage photon beam. In this innovative study, BaYbF5: 2% Er3+ NPs could be excited by near-infrared laser and emit upconversion luminescence with greatly suppressed auto fluorescence, photo damage and toxicity, which could be ideal for cell or even tissue tracking.
ROS generation upon X-rays
The mechanisms involved in the ROS generation upon X-rays irradiation in the presence of NPs differ depending on the composition, size, and potential of these NPs. Thereby, Misawa et al., using two kinds of fluorescent probe APF and DHE, compared the ROS production when GNP, from 5 to 250 nm, were subjected to X-rays irradiation and UV light in water [24] . GNP-induced enhancement of . OH and O 2 .-generation was confirmed. Moreover, the authors demonstrated that smaller diameter GNP with larger surface area showed a greater yield of ROS. The increase in ROS generation was also corroborated by recently published results of Klein and al, which illustrates the in vitro formation of ROS in SuperParamagnetic Iron Oxide Nanoparticles (SPIONs) loaded MCF-7 cells exposed to X-rays. In particular, they demonstrated that citrate-coated SPIONs may function as excellent radiosensitizers upon enhancing the impact of X-rays on the ROS generation for about 240% when compared with X-ray treated cells without internalized SPIONs. The ROS production in iron oxide NP loaded cells was explained to originate from both, the release of iron ions and the catalytically active surfaces of silica NPs with an oxidation of SiO2 following irradiation [23] [24] [25] . Interestingly, a link was evidenced between the intracellular localization of SPIONs, and the ROS generation; functionalization with an amine function of silica NPs can significantly increase the ROS production due to their positive surface charge, which facilitates NPs accumulation in the membranes of the endoplasmic reticulum, vesicles and especially mitochondria [61] . SPIONs presence in the membranes also induced a membrane lipid peroxidation, improving the radiosensitizing effect [61] .
Influence of nanoparticles design on tumor selectivity, cellular uptake, intracellular localization and biodistribution
As organs at risks may be at the vicinity of the tumor and given that there is some evidence of an energy dependence of the radiosensitization by NPs, this observation has to be taken into consideration when prescribing NPs (Fig. 6) . Therefore, it is of utmost importance that radiosensitizing NPs concentrate in the tumor and not in the healthy organs at its vicinity. That is why it has been suggested that GNP-based radiosensitizers should have targeting moieties (e.g. glucose, antibodies) to improve NP uptake by tumor cells. For example, Chattopadhyay et al. demonstrated that trastuzumab-conjugated GNPs were well-internalized into HER-2 overexpressing SK-BR-3 breast cancer, while non-targeted NPs had little or no internalization in these cells, and trastuzumab-conjugated GNP have led to 5 times more DNA double strand breaks than the non-targeted GNP. It should also be noticed that the energy spectrum of radiation therapy beams always depends on the clinical setting (depth, field size, in-field localization of NPs, etc.). Scarboro et al. calculated 6 MV energy spectra variations with treatment parameters [62] . They showed that when the depth along the central axis increased, the low-energy contribution of the spectrum increased and the high-energy part decreased. For instance, for a 10 cm x 10 cm field, at a depth of 10.0 cm the flux of particles which carry an energy of 100 keV is two times more important than at a depth of 1.6 cm. Therefore, the radiosensitizing effect of NPs may be slightly more important for deep tumors. They also noticed that off axis spectra contained dramatically more low energy components that central axis ones. Given that the interaction probability is higher for low-energy photons, the radiosensitization in presence of NPs should be higher out of the irradiation field. In this case, the green volume that has to be protected would be in the most radiosenzitized area.
At a cellular level, several studies aimed at estimating the diffusion abilities of secondary species induced in case of interactions between X-rays and NP and most of authors have concluded that the path of secondary electrons is very limited, from a few tens of nanometers to a few micrometers. For example, Chattopadhyay et al. using a 100 kVp X-ray beam and GNPs, reported that 99% of the Auger electrons were stopped before 100 nm, because of their low average energy and a very short penetration range [42, 63] . Meesungnoen et al., for their part, have described a penetration range shorter than 20 µm for photoelectrons with an average energy of about 43 keV [64] . Given that the cell size was about 10-20 µm, these works suggest that lethal effects resulting from X-rays and NP interactions could only be obtained if NPs are localized into the cell. Hence, the internalization of NP into tumor cells is a pre-requisite. Cellular uptake of NPs is highly dependent on the design of the nano-object and numerous studies have demonstrated that modifications of the physicochemical properties of the NP have great consequences on the cellular entry and biological processes [65] . In a recent work, Rima et al. assessed the cellular internalization mechanisms for sub-5 nm gadolinium-based NPs and evidenced both passive diffusion for single particles and macropinocytosis in case of agglomerates [34] . Herein, significant radiosensitization was only found with NPs clusters.
Besides the impact on cellular uptake, NP design also determines their intracellular localization, which in turn exerts a critical impact on the induced radiosensitization. In particular, the functionalization of the NPs plays a central role in the redirection of the particle to specific cell subcompartments. For instance, Kong et al. demonstrated that their GNPs were mostly bound to the cell membrane, while thioglucose-GNPs were distributed in the cytoplasm, leading to a higher decrease in cell survival after X-rays irradiation [35] . However, in a recent study [66] , a sub-50 nm nuclear-targeting rattle-structured upconversion core/mesoporous silica nanotheranostic system was designed to directly deliver radiosensitizing drug Mitomycin C into the nucleus for greatly enhanced damaging of the DNA with the assistance of X-ray irradiation. More importantly, the authors develop a new theranostic technique of "intranuclear radiosensitization", meaning that the radiosensitizing drug molecules released into the nucleoplasm may not only efficiently break down the intranuclear DNA, but also effectively enhance the radiotherapy efficacy due to the intranuclear chemodrug-sensitized radiation enhancement effects Moreover, in vitro significant radiosensitization has been noted for GNPs localized far from the cell nucleus [49] . Consistently, according to the recent literature in this field, it seems that the relative distance from the DNA is not a crucial factor [52, 67] .
Concerning in vivo applications of NP-based radiosensitization, the first priority concerns the NP selectivity for tumor tissue to avoid any radiosensitization of adjacent normal tissue. To circumvent this difficulty, intratumoral injection was sometimes preferred and used [42, 45] . For systemic delivery, the engineering of NPs on the size, shape, physicochemical characteristics and targeting moieties is critical, given that these parameters strongly affect the circulation time of the NPs, their biodistribution and their availability for effective therapy [68] . As described by Dufort et al., after intra-venous injection, accumulation of GNPs in the tumor tissue could be achieved passively by relying on the increased permeation and retention of the leaky vasculature of tumors (EPR effect) [65] . Nevertheless, the tumor-to-normal tissue NP ratios need to be improved in further preclinical trials. Notably, in preclinical in vivo studies, few experiments were conducted to optimize the time between NPs administration and irradiation, while this point appears to be critical. However, NPs have been suggested as theranostic agents for tumor imaging and irradiation dose amplifier for radiotherapy under the guidance of computed tomography imaging [60] .
Future applications: e.g. photodynamic-therapy combined with high-Z radiosensitizers PDT is based on the concept that certain PhotoSensitizers (PS) can be localized in neoplastic tissue, and can subsequently be activated with the appropriate wavelength of light to generate active molecular species such as free radicals and singlet oxygen ( 1 O 2 ) that are toxic to tumors. The limited penetration range of light makes this therapy most appropriate for small or superficial lesions. In order to treat deep lesions, it may be possible to use X-rays as excitation source instead of light. With this novel therapeutic approach, the light penetration problem can be overcome and activation of the photosensitizer within tumors would be performed using ionizing radiation. This new modality will allow treatment of deep tumors using lower radiation dose than conventional radiotherapy.
Chen W and Zhang J described for the first time the potential of NPs to enable simultaneous radiation and photodynamic treatment in 2006 [5] and in a review in 2008 [69] . They obtained an US patent in 2007 for luminescent NPs with attached PSs such as porphyrins used as a new type of agents for PDT. Upon exposure to ionizing radiation, light would be emitted from the NPs to activate the PS; as a consequence, 1 O 2 would be produced to increase the killing of cancer cells by ionizing radiation. No external light would be necessary to activate the PS within the tumor. Chen and Zhang described the synthesis of LaF 3 :Tb 3+ -meso-tetra(4-carboxyphenyl)porphine (MTCP) NP conjugated to folic acid and investigated the energy transfer as well as the formation of 1 O 2 following X-ray irradiation [70] . They proved that upon X-ray irradiation, the porphyrin alone is a radiosensitizer but the effect is enhanced when MTCP is coupled to LaF 3 :Tb 3+ NPs targeted or not with folic acid. The average energy transfer rate in the MTCP conjugates is 56.7%. The same team realized also ZnO-MTAP (meso-(o-amino-phenyl porphine)conjugate in which the energy transfer is around 89 % [70] .
In 2009, Morgan et al. [71] tried to calculate the physical parameters required for nanoscintillators to deliver cytotoxic levels of 1 O 2 at therapeutic radiation doses drawing on the published literature from several disparate fields. It appears that the light yield of scintillators, the efficiency of energy transfer to the PS and the cellular uptake of the NPs all need to be fairly well optimized to observe a cytotoxic effect. To calculate the required light yield for the NPs to have a PDT effect (formation of 5.6x10 7 of 1 O 2 ) at therapeutic radiation doses, they assumed a non-clinical single-fraction radiation dose of 60 Gy, Φ FRET = 0.75, Φ Δ = 0.89 and that NPs occupy a 5% volume fraction in the tissue. They estimated that the efficacy of the combination therapy would likely be restricted to X-ray energies below 300 keV.
Scaffidi et al. in 2011 [72] , described Y2O3 nanoscintillator, a fragment of HIV-1 TAT peptide and psoralen. The authors used commercially available 12 nm diameter cubic-phase Y 2 O 3 nanoscintillators on which they coupled TAT or psoralen-TAT. PC-3 human prostate cancer cells were used and they could observe a modest in vitro reduction in cell number after X-ray excitation (2 Gy at 160 or 320 kV).
Our team published very recently a paper about X-ray-induced 1 O 2 activation with nanoscintillator-coupled porphyrins (Fig. 7) [73] . Tb 2 O 3 coated with a polysiloxane layer is a biocompatible nanoscintillator that exhibits an appropriate pattern of biodistribution in vivo after injection. The average size of the core−shell NPs grafted with porphyrin is 9.9 nm. Using time-resolved laser spectroscopy and 1 O 2 chemical probes, we demonstrated that after X-ray irradiation of the nano-objects, we could observe the formation of 1 O 2 as well as a decrease of the luminescence of the core and the increase of the fluorescence of the porphyrin, proving the energy transfer between the core and the photosensitizer. By elaborating new NPs, we hope to increase the efficiency and prove the concept in vitro and in vivo. In 2015, inspired by the complementary advantages of PDT and radiotherapy, Zhang et al. described the integration of a scintillator and a semiconductor as an ionizing-radiation-induced PDT agent, achieving synchronous radiotherapy and depth-insensitive PDT with diminished molecular O2 dependence [74] . These very encouraging results are the basis of new NPs developments. Recent Monte Carlo simulations have also been used to numerically estimate the spatial energy distribution resulting from the interaction between the X-ray photon and the NP, leading to a photodynamic and radiosensitization efficiencies. These simulations demonstrated that a significant fraction of energy is deposited within the NPs despite a primary interaction occurring in the surrounding media [75] .
Conclusion and future perspectives
We have reviewed parameters that influence the radiosensitizing power of NPs: the biological evaluation methodology, the X-rays energy, the irradiation setup, the X-rays-NPs interaction, the ROS generation and the biodistribution of the NPs. A numerical evaluation was performed to assess the impact of the X-rays energy spectrum on the cell survival in presence of NPs. After the analysis of 64 papers from the literature, we noted that a large number of prospective studies have been carried out on the NPs-enhanced radiation therapy. However, only a few papers were comparable because the experimental settings were different, thus leading to uncertainty as to whether some parameters were influent or not, indicating that more investigations and standardizations are needed to converge towards a conclusion. Nevertheless, the present review strengthens the approach of using NPs to improve radiation therapy. Another parameter that has just been evaluated by Jain et al. is the influence of the oxygen conditions [76] . They showed that the radiosensibilization power of GNP is lower in hypoxic conditions. The knowledge of these critical parameters could help investigators to design and evaluate new NPs in a more normalized approach which will be necessary for further translation to clinical applications.
Due attention needs to be paid to the recent emergence of very promising reports about the in vitro/in vivo synergetic therapy based on radiosensitization for instance, (i) an enhanced radiotherapy and photothermal ablation under the potential trimodal imaging guidance [22] , or a simultaneous dual-mode imaging and localized therapy via synergetic chemo-/radiotherapy [77] or a synergetic chemo-/radio-/PDT and simultaneous magnetic/upconversion luminescent bimodal imaging [78] .
Last but not least, in silico tests could be suggested to screen different nanoparticle designs as a first step to identify the most promising nano-objects. Indeed, a numerical model-based design could allow for quick screening of a large number of architectural configurations and finally identify the most promising formulations to enhance the dose deposition.
Abbreviations
ADPA, anthracenedipropionic acid; AIEA, International Atomic Energy Agency; APF, aminophenyl fluorescein; CFU, colony forming unit; DCFH, Dichlorodihydrofluorescein; DHE, dihydroethidium; DHF, dichlorofluorescein; DMF, Dose Modifying Factor; DNA, deoxyribonucleic acid; EPR, enhanced permeability and retention; FFA, furfuryl alcohol; GNP, gold-based nanoparticle; HIS, histidine; LQ, linear-quadratic; IAEA, International Atomic Energy Agency; ICRP, International Commission on Radiological Protection; ICRU, International Commission on Radiation Units & Measurement; MRI, magnetic resonance imaging; NER, Nanoparticle-mediated Enhancement Ratio; NP, nanoparticle; PDT, photodynamic therapy; PS, photosensitizer; RBE, Relative Biological Effectiveness; ROS, reactive oxygen species; SF2, survival fraction at 2 Gy; 1 O 2 , singlet oxygen; SOSG, singlet oxygen sensor green; SPION: superparamagnetic iron oxide nanoparticles.
